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mixture of TFA/H2O/triisopropyl-silane (95:2.5:2.5, v/v/v) for 4 to 5 h. Subsequently, the peptides were precipitated in Et2O, redissolved in H2O or acetic acid and lyophilized to yield crude peptides.
Purification by reversed-phase HPLC, followed by lyophilisation yielded pure peptides as powders.
Peptides with a C-terminal carboxylic acid
After swelling in DCM, the 2-chlorotrityl chloride resin was loaded with the first amino acid using the required amino acid (2.0 eq.) and DiPEA (3.0 eq.) in dry DCM during 1 h, after which unreacted sites on the resin were capped with DiPEA (2.0 eq.) in MeOH. After washing the resin with DCM (3×), DMF (3×), MeOH (1×) and DMF (2×), the peptide synthesis was continued as described above for "General peptide synthesis".
Peptides with a C-terminal amide
Peptides with a C-terminal amide were prepared on a Breipohl resin and loaded with the first amino acid after Fmoc deprotection following the procedure described above for "General peptide synthesis".
Fluorescein-labeled peptides
Fluorescein-labeled peptides were prepared by coupling FITC (1.5 eq.) after the final Fmoc deprotection in a mixture of DiPEA (2.0 eq.) DMF/DCM (7:5, v/v) o/n. Subsequently, the resin was washed with DMF (3×), i-PrOH (3×) and DCM (6×). Afterwards, the peptide was cleaved from the air-dried resin and handled further as described in the section "General peptide synthesis".
tert-Butyl 4-cyanobenzylcarbamate (1)
The synthesis was performed according to a literature procedure [2] : 4-(Aminomethyl)benzonitrile hydrochloride (1.20 g, 7.11 mmol, 1.0 eq.) in H2O (8 mL)
was added dropwise to di-tert-butyl dicarbonate (1.8 mL, 7.82 mmol, 1.1 eq.) and sodium hydroxide (8.88 g, 22.1 mmol, 3.1 eq.) in H2O (8 mL) and stirred for 1.5 h at r.t.
The white solid was filtered off and washed twice with H2O followed by lyophilisation to yield Boc-protected amine 1 (1.33 g, 5.74 mmol, 81%). The synthesis was performed according to a literature procedure [3] : To nitrile 1 (1.00 g, 4.31 mmol, 1.0 eq.) in dioxane (2 mL) MeCN (2.3 mL, 43.05 mmol, 10.0 eq.) and Zn(OTf)2 (801 mg, 2.20 mmol, 0.51 eq.) were added. Next, hydrazine hydrate (10.4 mL, 215 mmol, 50 eq.) was added dropwise and the reaction mixture was stirred for 18 h at 60 ºC. After cooling the reaction mixture to r.t., NaNO2 (5.94 g, 86.1 mmol, 20 eq.) in H2O (50 mL) was added. Subsequently, aqueous HCl (1M) was added to the solution until the solution turned red, gas evolution stopped and the pH became acidic (Caution: during this reaction toxic nitrous fumes are produced). The reaction mixture was extracted six times with DCM (100 mL), followed by washing of the organic layers with brine (100 mL) and drying with Na2SO4. Volatiles were removed under reduced pressure and the crude mixture was purified with column chromatography (20% EtOAc/heptane, v/v) to yield tetrazine 2 (355 mg, 1.18 mmol, 27%). 
202.1). The data corresponds with literature. [3] (4-(6-Methyl-1,2,4,5-tetrazin-3-yl)phenyl)methanamine hydrochloride (3)
To Boc-protected amine 2 (339 mg, 1.13 mmol, 1.0 eq.) in dry DCM (12 mL) 4M HCl in dioxane (8.3 mL, 33 mmol, 29 eq.) was added dropwise. The mixture was stirred for 2 h after which the volatiles were removed under reduced pressure to yield amine 3 (263 mg, 1.11 mmol, 98%). 
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Mannheim, Germany) in combination with Leica Confocal Software. A HCX apo Long working distance Ultraviolet (VI) 40x water immersion lens was used and fluorescein was excited by an argon laser at 488 nm. The emission was collected between 500 and 550 nm.
Flow cytometry
HeLa cells were seeded in 24-well plates (Sarstedt, Numbrecht, Germany) at a density of 60,000 cells per well one day prior to the experiment. Cells were then washed with HeLa culture medium, followed by 30 minutes (pre-ligated peptides) or 30, 60 or 90 minutes (in situ activation) of incubation with 400 μL of peptide solutions in a humidified atmosphere with 7.5% CO2 at 37 ºC. Subsequently, the cells were washed twice with PBS, after which they were detached from the wells by treatment with trypsin/EDTA for 5 minutes. Cells were removed from the wells after trituration in the trypsin/EDTA solution and rinsing with culture medium, after which they were spun down at 1000 rpm for 5 minutes. 
